Arrow heads point to Lys 595 residues corresponding to human lipin 1. Error bars denote SEM. Statistical analysis was performed by two-tailed unpaired Student's t-test in (b) (*P < 0.05). Uncropped blots can be found in Supplementary Fig. 6 . Supplementary Fig. 4 Regulation of PAP activity and ER localization of lipin 1 by Tip60 or Sirt1 inhibitors. (a) Tip60-mediated acetylation of lipin 1 doesn't affect its PAP activity. Flag tagged WT or 2KR-lipin 1 were transfected with or without Tip60 in HEK293 cells, immunopurified with Flag antibody and measured for the Mg 2+ -dependent PAP activity (left) (n = 4 experiments). Representative western blots detecting the overexpressed proteins are shown (right). (b) Tip60 inhibitor MG149 blocks the ER localization of lipin 1. 3T3-L1 adipocytes were pretreated with DMSO or MG149 for 3 h and co-treated with BSA or OA for 3 h and analyzed by fractionation, followed by western blotting. (c) Sirt1 inhibitor EX527 promotes lipin 1 ER localization. 3T3-L1 adipocytes (differentiation day 8) were pretreated with DMSO or EX527 for 3 h and co-treated with or without OA for 3 h, analyzed by fractionation, followed by western blotting. (d) Binding of lipin 1 with artificial liposomes. Immuno-purified Flag-tagged WT-lipin 1 or 2KR mutant co-expressed with or without Tip60 in HEK293T cells were incubated with liposomes consist of phosphatidylcholine (PC) or PC with 20 mol% of phosphatidic acid (PA) (PC/PA) for 20 min. The lipin 1 protein binds with liposomes (mic) were purified by ultracentrifuge and analysed by western blotting. (e) Co-expression of CTDNEP1 and NEP1-R1 with lipin 1 leads to lipin 1 dephosphorylation and promotes its acetylation by Tip60. HEK293T cells were transfected with lipin 1, Tip60, CTDNEP1 and/or NEP1-R1, immunoprecipitated with antibody to Flag and immunoblotted as indicated. Error bars denote SEM. Statistical analysis was performed by ANOVA followed by Tukey in (a) (N.S., not significant). Uncropped blots can be found in Supplementary Fig. 6 . 
